Plasmids CSB was PCR amplified from human cDNA and cloned into the mammalian expression vector pIRES-puro (Clontech) with a C-terminal myc-tag (CSB WT ).
generate the CSB-Rad23 UBA fusion (CSB Rad23UBA ), the UBA2 domain from yeast Rad23 (amino acids 341-398) was PCR amplified using genomic DNA from S. cerevisiae (W303), and cloned in-frame with the CSB UBD deletion construct.
To generate YFP-CSB fusion gene, CSB and the mutants mentioned above were cloned downstream of YFP cDNA in pEYFP-C1 (Clontech). Details are available on request.
To construct GST-UBD fusion proteins, sequence corresponding to amino acid 1220-1493 of CSB was PCR amplified and cloned into the pGEX6P-1 vector (GE Healthcare) in-frame with GST. 
Cell Lines and Cell Cultures
Cells were maintained in DMEM supplemented with antibiotics and 10% fetal bovine serum (Gibco) in a 5% CO 2 , 95% air at 37°C. Transient transfection into -ADP from -P 32 -ATP. Since the proteins were not purified to homogeneity, CSB K538R was an important negative control. It has a mutation in the invariant lysine residue in the NTP-binding motif and thus cannot hydrolyze ATP (Citterio et al., 1998) . immobilized specifically in the damaged area, a UVC-laser was used to locally induce a damaged region in YFP-CSB del cells (see (Dinant et al., 2007) described (Mari et al., 2006) . This indicated that the reduction in CSB del 's mobility was restricted to UV-damaged regions of the nucleus, suggesting that the mutation specifically affects the ability of CSB to leave sites of DNA damage.
This was further supported by the experiments in (B), in which wild type (left panels) or CSB del cells (right panels) were damaged in a defined area by multiphoton laser in the absence (upper panels), or presence (lower panels), of previous general UV-irradiation.
